Abstract The slow cholinergic transmission in autonomic ganglia is known to be mediated by an inhibition of K v 7 channels via M 1 muscarinic acetylcholine receptors. However, in the present experiments using primary cultures of rat superior cervical ganglion neurons, the extent of depolarisation caused by the M 1 receptor agonist oxotremorine M did not correlate with the extent of K v 7 channel inhibition in the very same neuron. This observation triggered a search for additional mechanisms. As the activation of M 1 receptors leads to a boost in protein kinase C (PKC) activity in sympathetic neurons, various PKC enzymes were inhibited by different means. Interference with classical PKC isoforms led to reductions in depolarisations and in noradrenaline release elicited by oxotremorine M, but left the K v 7 channel inhibition by the muscarinic agonist unchanged. M 1 receptor-induced depolarisations were also altered when extra-or intracellular Cl − concentrations were changed, as were depolarising responses to γ-aminobutyric acid. Depolarisations and noradrenaline release triggered by oxotremorine M were reduced by the non-selective Cl − channel blockers 4-acetamido-4′-isothiocyanato-stilbene-2,2′-disulfonic acid and niflumic acid. Oxotremorine M induced slowly rising inward currents at negative membrane potentials that were blocked by inhibitors of Ca
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Introduction
Acetylcholine is the prime transmitter in the ganglia of the entire autonomic nervous system; it excites postganglionic neurons simultaneously via two different types of receptors:
nicotinic (nAChRs) and muscarinic (mAChRs) acetylcholine receptors. Ganglionic transmission via these two receptors can occur independently of each other [8, 36] . However, the excitation of postganglionic neurons via mAChRs is much slower than that via nAChRs and involves a G protein-mediated inhibition of K v 7 channels, also known as M-type K + channels [9] . There are at least five different subtypes of mAChRs, named M 1 through M 5 [38] , and the inhibition of K v 7 channels in postganglionic sympathetic neurons was found to involve M 1 receptors [5, 28] . The underlying signalling mechanism is a phospholipase C-mediated depletion of phosphatidylinositol-4,5-bisphosphate (PIP 2 ) in the neuronal plasma membrane [11] .
In primary cultures of postganglionic sympathetic neurons, activation of M 1 mAChRs causes depolarisation and action potential firing, which ultimately leads to exocytotic noradrenaline release from the axon terminals [23, 27] . The following results indicated that an inhibition of K v 7 channels contributed to this sequence of events: (1) retigabine, an activator of K v 7 channels, abolished noradrenaline release evoked by the mAChR agonist oxotremorine M, but not that triggered by electrical field stimulation [23] ; (2) direct inhibition of K v 7 channels by Ba 2+ and/or linopirdine also elicited action potential-and Ca 2+ -dependent noradrenaline release from sympathetic neurons [7, 20] ; (3) activation of B 2 bradykinin receptors on sympathetic neurons caused an inhibition of K v 7 channels [18] , on one hand, and led to noradrenaline release, on the other hand, again in an action potential-and Ca 2+ -dependent manner [7] . However, in the case of B 2 bradykinin receptors, an additional mechanism was found to mediate sympathoexcitation caused by this peptide: an activation of protein kinase C [34] . In sympathetic neurons, protein kinase C (PKC) can also be activated via mAChRs [26] , and PKC may also contribute to the muscarinic inhibition of K v 7 channels [15] , most probably by regulating the PIP 2 sensitivity of the channel [24] . However, it is still unknown whether PKC might also be involved in the excitation of postganglionic sympathetic neurons via M 1 receptors and, if so, whether a PKC-dependent excitation of sympathetic neurons also relies on an inhibition of K v 7 channels.
Noradrenaline release from sympathetic neurons is not only triggered by an activation of M 1 receptors, as described above, but is also modulated (i.e. enhanced or decreased) by several muscarinic receptors located at the axon terminals where exocytosis occurs. These presynaptic receptors generally mediate a reduction of action potential-evoked noradrenaline release, which is in most instances based on an inhibition of voltage-activated Ca 2+ channels via pertussis toxinsensitive G proteins [21] . Therefore, experiments regarding the release of noradrenaline were carried out on neurons treated with pertussis toxin in order to largely eliminate confounding effects of inhibitory presynaptic muscarinic receptors. The results demonstrate that the activation of M 1 receptors can depolarise sympathetic neurons and induce noradrenaline release independently of K v 7 channels; the alternative signalling mechanisms include classical PKC enzymes and Ca 2+ -activated Cl − channels.
Materials and methods

Primary cultures of rat superior cervical ganglion neurons
Primary cultures of dissociated superior cervical ganglion (SCG) neurons from neonatal rats were prepared as described before [22] . Newborn Sprague-Dawley rats were kept and killed 3-10 days after birth by decapitation in full accordance with all rules of the Austrian animal protection law (see http://ris1.bka. gv.at/Appl/findbgbl.aspx?name=entwurf&format=pdf&docid= COO_2026_100_2_72288) and the Austrian animal experiment law (see http://www.ris.bka.gv.at/Dokumente/BgblAuth/ BGBLA_2012_I_114/BGBLA_2012_I_114.pdf). The ganglia were removed immediately after decapitation of the animals, cut into three to four pieces and incubated in collagenase (1. 5 mg ml
; Sigma, Vienna, Austria) and dispase (3.0 mg ml ]noradrenaline uptake and superfusion were performed as described [23] . Briefly, plastic discs with dissociated neurons were incubated at 36°C for 1 h in 0.05 μM [ 3 H]noradrenaline (specific activity, 42.6 Ci/mmol) in culture medium containing 1 mM ascorbic acid. Thereafter, these discs were introduced into small chambers and superfused with a solution consisting of (in millimolars) NaCl, 120; KCl, 6.0; CaCl 2 , 2.0; MgCl 2 , 2.0; glucose, 20; HEPES, 10; fumaric acid, 0.5; Na-pyruvate, 5.0; and ascorbic acid, 0.57; adjusted to pH 7.4 with NaOH. Superfusion was performed at 25°C at a rate of about 1.0 ml/ min. Collection of 4-min superfusate fractions was started after a 60-min washout period to remove excess radioactivity.
To investigate noradrenaline release evoked by oxotremorine M, the muscarinic agonist was included in the superfusion buffer for 2 min, unless indicated otherwise. For comparison, tritium overflow was also elicited by the application of 60 monophasic rectangular electrical pulses (0.5 ms, 60 mA, 50 V/cm) delivered at a frequency of 1.0 Hz. Modulatory agents, i.e. PKC inhibitors, ion channel blockers, furosemide or bumetanide were present from minute 50 of superfusion (i.e. 10 min prior to the start of sample collection) onward. The radioactivity remaining in the cells after finishing the experiments was extracted by immersion of the discs in 2 % (v/v) perchloric acid. Radioactivity in extracts and collected fractions was determined by liquid scintillation counting (Perkin Elmer Tri-Carb 2800 TR). Radioactivity released in response to electrical field stimulation from rat sympathetic neurons after labelling with tritiated noradrenaline under conditions similar to those of this study had been shown to consist mainly of the authentic transmitter and to contain only small amounts (<15 %) of metabolites [35] . Therefore, the outflow of tritium as determined here was assumed to reflect the release of noradrenaline and not that of metabolites.
The spontaneous (unstimulated) rate of [ 3 H] outflow was obtained by expressing the radioactivity of a collected fraction as a percentage of the total radioactivity in the cultures at the beginning of the corresponding collection period. Stimulation-evoked tritium overflow was calculated as the difference between the total [ 3 H] outflow during and after stimulation and the estimated basal outflow which was assumed to decline linearly throughout experiments. Therefore, basal outflow during periods of stimulation was assumed to equate to the arithmetic mean of the samples preceding and those following stimulation, respectively. The difference between the total and the estimated basal outflow was expressed as a percentage of the total radioactivity in the cultures at the beginning of the respective stimulation (% of total radioactivity). The amount of electrically or oxotremorine M-evoked tritium release may vary considerably between different SCG preparations [23] . Therefore, tritium overflow in the presence of release-altering agents, such as PKC, transporter or channel inhibitors, was always compared with that obtained within the same SCG preparation in the presence of solvent. To directly compare the effects of different modulatory agents upon electrically and oxotremorine M-evoked overflow, respectively, the values obtained in the presence of these modulators were expressed as the percentage of the corresponding values in the presence of solvent within the same preparation.
Statistics
All values are the arithmetic means±standard error of the mean. n values reflect single cells in electrophysiological experiments and numbers of cultures in radiotracer release experiments. Statistical significance of differences between two groups was determined with the Mann-Whitney test. Statistical significance of differences between multiple groups was performed with the Kruskal-Wallis tests followed by Dunn's multiple comparison tests. Values of p<0.05 were considered as indicating statistical significance. . Water-insoluble drugs were first dissolved in DMSO and then diluted into buffer to yield final DMSO concentrations of up to 0.3 %, which were also included in control solutions.
Results
Depolarisation of SCG neurons via M 1 receptors is not matched with the inhibition of K v 7 channels
In order to evaluate the relation between the depolarisation of SCG neurons and the inhibition of K v 7 channels, both through the activation of M 1 receptors by oxotremorine M, an initial set of 42 neurons was investigated. The values of resting membrane potentials in these neurons ranged between −55 and −75 mV. Changes in membrane potential caused by 10 μM oxotremorine M varied between −1 and +13 mV. There was no correlation between these values of resting membrane potential and the changes induced by the muscarinic agonist ( Fig. 1a-d) . In a subset of neurons with oxotremorine M-induced depolarisations of either less (n=8) or more (n=8) than 5 mV, currents through K v 7 channels were determined subsequently to the currentclamp measurements (Fig. 1e, f) . The densities of K v 7 deactivation currents (triggered by hyperpolarisations from −30 to −55 mV) were comparable in these two groups of neurons (Fig. 1g) . Likewise, the extent as well as the time course of current inhibition by 10 μM oxotremorine M for these two sets of neurons were indiscernible (Fig. 1h) . We therefore concluded that mechanisms other than the inhibition of K v 7 channels also contribute to the depolarisation caused by oxotremorine M. As the extent of oxotremorine M-induced depolarisation varies considerably between single neurons (Fig. 1b) , the underlying signalling cascade was investigated only in neurons that displayed depolarisations of at least 5 mV.
Activation of PKC contributes to the depolarisation of SCG neurons by oxotremorine M, but not to the inhibition of K v 7 channels
The activation of PKC contributes to the depolarisation of SCG neurons through B 2 bradykinin receptors [34] . Therefore, various kinase inhibitors were tested for their effect on depolarisations triggered by 10 μM oxotremorine M (which was applied repeatedly once every 4 min; Fig. 2a, b) . Staurosporine (1 μM), a broad-spectrum kinase inhibitor, increasingly reduced oxotremorine M-evoked depolarisations over a time period of 20 min (Fig. 2a, b ): initial depolarisations amounted to 8.4±1.1 mV; after 20 min of staurosporine exposure, this value had decreased to 4.0±0.75 mV (n=6, p<0.01, Kruskal-Wallis test). An analogous effect was observed when the PKC inhibitor GF 109203 X (1 μM) was used instead (Fig. 2a, b) . After 20 min of its presence, the extent of depolarisation caused by oxotremorine M had decreased from 6.4±0.7 to 3.0±0.6 mV (n=6, p<0.01, KruskalWallis test). However, the solvent (0.1 % DMSO) did not cause significant changes when present as long as the kinase inhibitors, and the depolarisations amounted to 7.0±0.9 mV in the beginning and to 6.9±1.1 mV (n=6, p>0.1, KruskalWallis test) 20 min later. For a comparison with PKC inhibitors, the effects of the K v 7 channel blocker XE 991 (3 μM) were investigated in an analogous manner: in its presence, the oxotremorine M-induced depolarisations decreased from 8.5 ±1.0 to 3.8±0.9 mV (n=6, p<0.05, Kruskal-Wallis test). When directly comparing the effects of staurosporine, GF 109203 X, XE 991 and DMSO by normalizing the oxotremorine M-induced depolarisations to the respective first value, the values after 20 min exposure to staurosporine, GF 109203 X or XE 991 were smaller than those after exposure to the solvent (Fig. 2b) . Thus, the PKC inhibitors staurosporine and GF 109203 X significantly attenuated the depolarising action of the muscarinic agonist, as did the K v 7 channel blocker XE 991.
Activation of PKC may also contribute to the inhibition of K v 7 channels via M 1 muscarinic receptors [15] . Hence, the parallel effects described above might occur through actions converging at the level of K v 7 channels. To clarify whether the PKC inhibitors interfered with the muscarinic inhibition of K v 7 channels, deactivation currents through K v 7 channels were determined, and 10 μM oxotremorine M was applied once every 4 min again. In the presence of the solvent (DMSO; Fig. 2c ), the inhibition of deactivation amplitudes by the agonist declined from 77.9±5.7 to 71.1±4.9 % (n=9). Likewise, in the presence of 1 μM staurosporine and 1 μM GF 109203 X, this inhibition decreased from 81.9±5.2 to 72.2± 3.0 % (n=6) and from 68.1±11.1 to 56.1±8.1 % (n=7), respectively (Fig. 2c, d) . None of these changes in K v 7 inhibition were statistically significant (p>0.05, Kruskal-Wallis test). A direct comparison of normalized inhibition values did not reveal any differences between staurosporine, GF 109203 X or solvent (Fig. 2d) . Hence, in these experiments with repeated K v 7 inhibition by 10 μM oxotremorine M, the employed PKC inhibitors did not cause any alteration. ]noradrenaline and by subsequently stimulating the overflow of radioactivity by this muscarinic agonist. In such experiments, oxotremorine M, at concentrations <100 μM, triggers overflow of radioactivity through the selective activation of M 1 receptors [23] . To control for effects of PKC inhibitors unrelated to the signalling cascade of M 1 receptors, tritium overflow was also elicited by electrical field stimulation. Staurosporine (1 μM) did not alter tritium overflow triggered by electrical fields, but reduced that evoked by oxotremorine M by more than 50 % (Fig. 3a, b) . Exposure of SCG cultures to phorbol-12-myristate-13-acetate for 24 h downregulates all but atypical PKC isoforms [34] . In cultures treated in that way, electrically evoked release was the same as in untreated sister cultures. However, oxotremorine M-induced tritium overflow in phorbol-12-myristate-13-acetate-treated cultures amounted to only 10 % of that in untreated cultures (Fig. 3c, d) .
Together, the above results indicate that some PKC isoforms, with the exception of atypical ones, are involved in the excitation of SCG neurons via M 1 receptors. To further elaborate which PKC subtypes may contribute, GF 109203 X and related PKC inhibitors (GÖ 6976 and GÖ 6983) with divergent subtype preferences [37] were employed. None of these drugs caused significant alterations in electrically induced tritium overflow (Fig. 4b) . In contrast, at 0.01 μM, GÖ 6976 and GÖ 6983, but not GF 109203 X, significantly diminished oxotremorine M-evoked overflow, and at higher concentrations, all the PKC inhibitors shared this effect (Fig. 4c) . Thus, with respect to the inhibition of noradrenaline release caused by oxotremorine M, GÖ 6976 and GÖ 6983 were more potent than GF 109203 X. (Fig. 5a ).
Since this result suggested that Cl − was the relevant ion, the effects of oxotremorine M were compared with those of GABA. As in the case of oxotremorine M, 10 μM GABA depolarised the neurons. The depolarisations caused by GABA developed instantaneously and then decayed during the presence of the transmitter, whereas the oxotremorine Minduced depolarisations developed slowly during the 1-min exposure towards the agonist (Fig. 5b) . In perforated patch recordings with amphotericin B, intracellular anion concentrations depend on those of the pipette solution (see above). This disruption of the intracellular anion homeostasis can be prevented by using gramicidin D instead of amphotericin B [2] . With our standard pipette solution containing 55 mM KCl, depolarisations caused by 10 μM oxotremorine M were the same, whether amphotericin B or gramicidin D was used as the ionophore, and the same was true for GABA-evoked changes in membrane voltage (Fig. 5b, c) ) or in a solution in which 60 mM NaCl had been replaced by 60 mM sodium gluconate. In these two different solutions, tritium overflow triggered by electrical field stimulation was essentially the same (and if anything, reduced in the presence of sodium gluconate rather than enhanced; Fig. 6d ). Oxotremorine M-evoked overflow, however, was significantly enhanced when extracellular Cl − had been reduced (Fig. 6a, b) . For comparison, cultures were exposed to 10 μM GABA instead of the same concentration of the muscarinic agonist. As expected, GABA-induced overflow was also enhanced by lowering extracellular Cl − (Fig. 6c, d) . Thus, the stimu- -gated Cl − channels, but only a comparably low number of relatively unselective blockers [12, 32] . Two frequently used representatives of these blockers are SITS and niflumic acid, which were tested for their effects on depolarisations triggered by 10 μM oxotremorine M (which was applied repeatedly as in Fig. 2 ). As the effects of Cl − channel blockers on the channels are complex (with voltage-dependent enhancing and decreasing activities) and develop slowly [33], these agents were applied for prolonged periods of time.
In the presence of 300 μM niflumic acid or SITS (Fig. 7a) , oxotremorine M-induced depolarisations decreased from 7.4+0.8 to 4.4+0.6 mV (n=7, p<0.05, Kruskal-Wallis test). An equivalent decline was observed with 300 μM SITS (Fig. 7a) : the extent of depolarisation caused by oxotremorine M fell from 6.6+0.4 to 4.2+ 0.5 mV (n=7, p<0.001, Kruskal-Wallis test). However, the solvent did not cause significant changes, and the depolarisations amounted to 8.2+0.8 mV in the beginning and to 7.2+0.9 mV (n=7, p>0.1, Kruskal-Wallis test) at the end of experiments. When directly comparing these changes by normalizing the oxotremorine M-induced depolarisations, the values after exposure to either SITS or niflumic acid were significantly smaller than those obtained in the solvent (Fig. 7b) . Thus, the two Cl − channels blockers significantly attenuated the depolarising action of the muscarinic agonist.
To reveal whether these channel blockers might also affect K v 7 channels or their inhibition via muscarinic receptors, currents through these latter channels were determined again. In the presence of 300 μM niflumic acid (Fig. 2c) and 300 μM SITS, the inhibition of K v 7 deactivation currents decreased from 89.7+4.5 to 68.2+ 12.4 % (n=7) and from 87.0+2.5 to 78.1+3.5 % (n=7), respectively. In the solvent, a similar trend was observed and the oxotremorine M-induced inhibition was 90.8+4.2 % in the beginning and 74.8+12.5 % (n=7) at the end of recordings. All these changes in K v 7 inhibition were statistically non-significant. Furthermore, a direct comparison of normalized inhibition values did not reveal any differences between niflumic acid, SITS and solvent (Fig. 7d) . To find out whether oxotremorine M can induce depolarising currents, neurons were clamped to −65 mV and the M 1 receptor agonist was applied for periods of 2 min. The potential of −65 mV was chosen as this was the median value of membrane potentials as determined in current-clamp experiments (Fig. 1b) . Moreover, at this voltage, K v 7 channels of SCG neurons are not activated [23] . In the presence of 10 μM oxotremorine M, inward currents developed slowly and reached a maximum after 30 s to 2 min (Fig. 7e) . Maximal current amplitudes ranged between 20 and 120 pA. As these currents were triggered by the activation of Fig. 2a, b) . Staurosporine (1 μM) increasingly reduced oxotremorine M-evoked currents: initial amplitudes amounted to 64.8+20.1 pA, and these were reduced to 36.5+19.6 pA (n=7, p<0.05, Kruskal-Wallis test) 20 min later. Likewise, when the PKC inhibitor GF 109203 X (1 μM) was used, amplitudes decreased from 77.8+14.4 to 33.8+10.6 pA (n= 7, p<0.05, Kruskal-Wallis test). However, the solvent (0.1 % DMSO) did not cause significant changes, and the amplitudes amounted to 95.6+37.8 and to 71.3+26.4 pA (n=7, p>0.1, Kruskal-Wallis test) in the beginning and at the end, respectively (Fig. 7g, h ).
Blockers of Cl − channels and Cl − transporters reduce noradrenaline release induced by oxotremorine M To corroborate the data shown above by an independent approach, SITS and niflumic acid were the first blockers to be tested for their effects on noradrenaline release. These two agents did not affect electrically evoked tritium overflow, but significantly reduced overflow induced by oxotremorine M (Fig. 8a-c) .
The release-enhancing effect of reductions in extracellular Cl − concentrations (Fig. 6) points to a role of high intracellular Cl − in the depolarising action of oxotremorine M. Neurons in the peripheral nervous system express Na + /K + /Cl − cotransporters which mediate Cl − uptake and intracellular Cl − accumulation. These transporters can be blocked by diuretics such as furosemide and bumetanide [19] . In the presence of 300 μM of either of these two drugs, overflow of radioactivity triggered by electrical fields remained unaltered, whereas oxotremorine M-induced overflow was significantly reduced (Fig. 8d-f) . Thus, hindrance of Cl − uptake into the neurons selectively diminished the secretagogue action of oxotremorine M.
The results obtained with CaCCinh-A01 or T16Ainh-A01 in electrophysiological experiments were also confirmed with respect to [ 3 H]noradrenaline release: both blockers at 1-10 μM did reduce tritium overflow triggered by the muscarinic agonist (Fig. 8g, i) . Electrically evoked overflow, however, was not reduced, but rather enhanced by CaCCinh-A01 as well as T16Ainh-A01 in a concentration-dependent manner (Fig. 8g, h ).
Discussion
Transmission in autonomic ganglia involves acetylcholine as the prime transmitter which triggers fast and slow EPSPs mediated by nicotinic and muscarinic receptors, respectively. The slow component of ganglionic transmission has been known to be mediated by an inhibition of K v 7 channels via M 1 receptors for more than three decades [9] . In primary cultures of rat SCG neurons, the activation of M 1 receptors causes depolarisation and ensuing noradrenaline release, and evidence has been presented that suggests these effects to rely on an inhibition of K v 7 channels as well [23] . However, the present results reveal an additional and novel mechanism of M 1 receptor-dependent excitation of sympathetic neurons that is independent of K v 7 channels.
Depolarisations caused by the mAChR agonist oxotremorine M were remarkably variable between single neurons and not related to the levels of resting membrane Fig. 7 Effects of Cl − channel blockers on depolarisations, K v 7 channel inhibition and inward currents induced by oxotremorine M. Membrane potential and currents in SCG neurons were recorded in current-clamp and voltage-clamp mode, respectively, using the amphotericin Bperforated patch technique. a-d, g-h Oxotremorine M (OxoM, 10 μM) was present for six periods of 60 s each; these periods of oxotremorine M application were separated by 3-min intervals. From minute 2 after the first oxotremorine M application onward, Cl − channel blockers or solvent was present throughout the remaining measurement. a Time course of membrane voltage in two different SCG neurons during the first and the sixth exposure to oxotremorine M (OxoM, 10 μM); the agonist was present, as indicated by the bars. After the first oxotremorine M exposure, either 300 μM niflumic acid or 300 μM SITS was present. b Changes in membrane voltage (Δ mV) caused by these six oxotremorine M applications (O1-O6) in the presence of either solvent, niflumic acid or SITS; the values of these six depolarisations were normalized to the value of the first one (n=7). *Significant difference between the three values at O6 (p<0.05, one-way Kruskal-Wallis test). c Current responses of one neuron that was clamped at a voltage of −30 mV and hyperpolarised to −55 mV once every 15 s and that has been exposed to 300 μM niflumic acid. The traces were obtained before (solvent) and during (OxoM) the first application (O1) of 10 μM oxotremorine M as well as before (niflumic) and during (niflumic+OxoM) the sixth application (O6) of oxotremorine M. d Changes in K v 7 inhibition (quantified by deactivation current amplitudes) caused by these six oxotremorine M applications (O1-O6) in the presence of either solvent, niflumic acid or SITS; these six values of K v 7 inhibition were normalized to the value of the first one (n =7). e, f Currents recorded at a holding potential of −65 mV. Oxotremorine M (10 μM) was present for two periods of 120 s each; these periods of oxotremorine M application were separated by 5-min intervals. From minute 2 after the first oxotremorine M application onward, Cl − channel blockers or solvent was present throughout the remaining measurement. e Time course of membrane currents in two different SCG neurons during the first and the second exposure to oxotremorine M (OxoM, 10 μM); the agonist was present, as indicated by the bars. After the first oxotremorine M exposure, either 3 μM CaCCinh or 0.1 % DMSO (solvent) was present. f Current amplitudes caused by the first and the second oxotremorine M application in the presence of either solvent, 3 μM CaCCinh or 3 μM T16Ainh (n=6). *p<0.05 (Wilcoxon matched-pairs signed-rank test). g Time course of membrane currents in two different SCG neurons during the first and the sixth exposure to oxotremorine M (OxoM, 10 μM); the agonist was present, as indicated by the bars. After the first oxotremorine M exposure, either 1 μM GF 109203 X or 1 μM staurosporine was present. h Changes in the amplitudes of the currents caused by these six oxotremorine M applications (O1-O6) in the presence of either solvent, 1 μM GF 109203 X or 1 μM staurosporine; the values of these six current amplitudes were normalized to the value of the first one (n=7). *Significant difference between the three values at O6 (p<0.05, Kruskal-Wallis test) potential. However, there was no correlation between the extent of depolarisation and either K v 7 channel current densities or the degree of K v 7 channel inhibition by oxotremorine M. Furthermore, the K v 7 channel blocker XE 991 reduced depolarisations caused by this muscarinic agonist, but did not abolish them. Hence, it appeared obvious to search for additional mechanisms involved in the depolarisation of SCG neurons via M 1 mAChRs.
The activation of M 1 receptors in sympathetic neurons turns on the entire Gq-and phospholipase C-linked signalling cascade which includes a boost of PKC [26] . Activated PKC may contribute to the muscarinic inhibition of K v 7 channels [15] , but this effect is generally believed to be mainly mediated by the depletion of membrane phosphatidylinositol-4,5-bisphosphate [14] . In accordance with this latter concept, the present experiments did not reveal any effect of PKC inhibitors on the oxotremorine M-induced inhibition of currents though K v 7 channels. In contrast, staurosporine and GF 109203 X both reduced depolarisations caused by the muscarinic agonist. Moreover, noradrenaline release evoked by oxotremorine M (but not that induced by electrical field stimulation) was also reduced by various measures employed to prevent PKC activity, as detailed below.
In primary cultures of rat SCG, the expression of PKC α, βI, βII, δ, ε and ζ has been documented by immunoblots, whereas PKC γ or μ was absent. All of the former isoforms, with one exception, PKC ζ, are downregulated by a longlasting phorbol ester treatment [34] . Since exposure of the neurons to phorbol-12-myristate-13-acetate for 24 h did reduce oxotremorine M-induced noradrenaline release, a contribution of PKC ζ can be excluded. GF 109203 X is more potent at PKC α than at PKC β, and at least tenfold less potent at PKC δ and ε than at PKC β; atypical PKCs are not affected by GF 109203 X concentrations up to 1 μM. GÖ 6983, in contrast, is equipotent at virtually all PKC isoforms including the atypical ones, whereas Gö 6976 does not inhibit Ca 2+ -independent (δ and ε) and atypical PKC enzymes at concentrations up to 3 μM [30, 37]. In the present experiments (using concentrations of 0.01-1 μM), GÖ 6983 and GÖ 6976 turned out to be more potent in reducing oxotremorine Minduced noradrenaline release than GF 109203 X. Thus, the PKC enzymes involved can only be classical (Ca 2+ -sensitive) ones and include β rather than α subtypes. Hence, M 1 receptors appear to engage PKC enzymes other than B 2 bradykinin receptors to excite SCG neurons as the latter receptors were found to be linked to PKC δ and ε [34].
To elucidate the ionic mechanisms underlying the excitation of SCG neurons via M 1 receptors, various types of experiments were performed. First, the intracellular concentrations of K + and Cl − were changed in perforated patch experiments, and only the changes in Cl − caused alterations in oxotremorine M-induced depolarisations. Second, changes in membrane potentials caused by the mAChR agonist were compared with those caused by GABA, and both turned out to be depolarising. Moreover, both agonists triggered noradrenaline release in SCG cultures. Third, extracellular Cl − was partially substituted by gluconate, and this enhanced noradrenaline release elicited by oxotremorine M and GABA, respectively, but not that induced by electrical field stimulation. Together, these results hint to an induction of a Cl − conductance as one mechanism involved in the excitatory actions of M 1 receptor activation. This conclusion leads to at least two additional questions: (1) Why is the activation of a Cl − conductance depolarising?
(2) What are the channels mediating this Cl − conductance? As far as question 1 is concerned, GABA has been reported previously to depolarise rat SCG neurons [1] . This depolarising action of GABA is based on the fact that these neurons accumulate high intracellular Cl − concentrations of about 30 mM [3] . -dependent Cl − currents and to express TMEM16A/ANO1 [16] , and the latter channels have been demonstrated recently to be involved in the nociceptive activity of bradykinin [25] . TMEM16A/ ANO1 is activated by Ca 2+ concentrations in the low micromolar range [16] , but oxotremorine M-induced increases in intracellular Ca 2+ in SCG neurons as quantified by fura-2 microfluorometry do not exceed 1 μM and are only observed at depolarised membrane potentials [10] . However, the activation of TMEM16A/ANO1 in sensory neurons via G protein-coupled receptors relies on spatially restricted Ca 2+ signals that hardly correlate with global cellular C a 2 + , a s d e t e r m i n e d w i t h C a 2 + i n d i c a t o r microfluorometry [17] . Hence, the specific features of the Ca 2+ signals that may link M 1 receptors to TMEM16A/ANO1 remain to be determined.
Considering that the M 1 receptor agonist led to an activation of PKC, on one hand, and to the gating of TMEM16A/ ANO1 channels, on the other hand, the causal relation between these two events remained to be determined. The TMEM16A/ANO1 amino acid sequences in mammals contain putative phosphorylation sites for PKC [16] , and currents through TMEM16A/ANO1 in biliary epithelial cells were found to be enhanced through an activation of classical PKC enzymes via P2Y receptors [13] . In the present experiments, PKC inhibitors attenuated the oxotremorine M-evoked currents that were otherwise reduced by blockers of Ca 2+ -dependent Cl − currents and TMEM16A/ANO1 channels. Previously, the facilitation of depolarisation-evoked Ca In summary, this report demonstrates that slow cholinergic excitation of sympathetic neurons involves mechanisms other than the inhibition of K v 7 channels, which include an activation of classical PKCs and of Ca 2+ -activated Cl − channels.
